Oligonucleotides used in this study Name Sequence (5′ to 3′) Primers for constructing gfp-sad-7 SAD-7-E CATTTGCTCTTGCCCCTCTGCTT SAD-7-NGFP1 GCAGCCTGAATGGCGAATGGACGCGCAGGATGGTTGGTTAGCGGTCAGG SAD-7-NGFP3 CAGGAGCGGGTGCGGGTGCTGGAGCGATGGCGGACATCAAACGCA SAD-7-I TTAGGCACGAAGCCCTGACCATT SAD-7-J AGTTGTTCTGACGGTTGGCTGCT SAD-7-K TTGTTGAAAAGATTGCGTTGCTTGAGG
Primers for constructing gfp-sad-7
Δ1-67 SAD-7-E CATTTGCTCTTGCCCCTCTGCTT SAD-7-NGFP1 GCAGCCTGAATGGCGAATGGACGCGCAGGATGGTTGGTTAGCGGTCAGG SAD-7-L CAGGAGCGGGTGCGGGTGCTGGAGCGCCGAATGCTGTCATGGCTCAAGAT SAD-7-M TCAGCAATACGAGAAGGACGGTTT SAD-7-J AGTTGTTCTGACGGTTGGCTGCT SAD-7-O TAGGCACGAAGCCCTGACCATT
Δ1-118
Δ1-206
SAD-7-S GGCGGTGGTTGAGAAGGAAGTG The above oligonucleotides were used as primers for constructing four gfp-sad-7 tagging vectors with DJ-PCR as described by Hammond et al. (2011) . For each set of six primers listed above, the first two were used to amplify the left flank, the middle two were used to amplify the right flank, and the last two were used as nested primers to amplify the final vector. crassa SAD-7 was used as the query in a blastp search (Altschul et al. 1997 ) of NCBI's nonredundant protein database. The highest scoring subject sequence was selected for each Neurospora species present in the results (N. crassa and N. tetrasperma). The single most significant subject sequence for each other genus represented in the results was also selected.
Each selected sequence was then used as the query in a reciprocal blastp search of all predicted N. crassa proteins. Those that identified SAD-7 as the most significant match were included in the SAD-7 phylogenetic analysis. SAD-7 sequences for N. discreta, N. africana, N. sublineolata, N. terricola , and N. pannonica were also included. These sequences were obtained from fungiDB (N. discreta) or draft genome assemblies downloaded from NCBI. Sequences were imported into MEGA (7.0.18) (Kumar et al. 2016 ) and aligned with MUSCLE using default settings. Positions having less than 95% coverage were eliminated, and a Neighbor-Joining tree was constructed from the 220 remaining positions in MEGA using the Poisson correction method (Zuckerland and Pauling 1965) . A bootstrap test (Felsenstein 1985) with 1000 replicates was performed. Each tip of the tree was labeled with a GenBank accession number, FungiDB number, or Genome Assembly number (NCBI) for the corresponding sequence. The species name and the Expect value for each sequence, which was obtained from the original blastp search of NCBI's non-redundant protein database with SAD-7 as the query, were also included in the labels. NCBI's taxonomy database (Federhen 2003 ) was used to organize clades by phylum as well as by class for sequences from ascomycete fungi. Syntenic relationships between some of the putative sad-7 homologs were examined. Fourteen genes, including N. crassa's version, were confirmed to be adjacent to a gene encoding an ARP2/3 complex protein (red stars). One sad-7 homolog (blue star) was four genes away from a ubiquitin C-terminal hydrolase gene, while N. crassa sad-7 is two genes away from a similar gene. Putative homologs of the four genes immediately surrounding sad-7 in the N. crassa genome (ncu01915, ncu01916, ncu01918, and ncu01919) were not found near the putative sad-7 homolog from M. circinelloides (green circle), suggesting the relationship between these two putative genes may not be biologically significant. Syntenic relationships were not investigated for other sequences in the tree. A. SAD-7 B. SAD-7 Δ1-67 C. SAD-7 Δ1-118 D. Figure S3 which allows a gfp-sad-7 transgene to be expressed despite being unpaired during meiosis.
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